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Section 1. Preparation of Complexes
In optimal conditions, Sm(III) (Sm(NO 3 ) 3 .6H 2 O) and EGCG in a molar proportion (Sm: EGCG) of 4: 1 were dissolved in EtOH (40 mL) to obtain final concentrations of 4 mmol/L and 1 mmol/L, and the mixture was stirred until the solid was dissolved.
The mixture was adjusted by sodium carbonate solution to pH 7.0 and reacted at 37 °C for 24 h. Then, the complex in the mixture was harvested by centrifugation and washed several times with ethanol, and finally the Sm NIH3T3, HUVEC and HLECs cell lines were cultured in DMEM, the B16F10 cell line was maintained in RPMI-1640 medium supplemented with 10% fetal bovine serum (FBS), penicillin (100 U/mL) and streptomycin (100 mg/mL). Cells were sustained at 37 °C in a humidified atmosphere with 5% CO 2 .
Section 3. Cell Proliferation Assay
Cell proliferation was analyzed using Cell Counting Assay Kit-8 (CCK-8) (Dojindo Molecular Technologies, Japan). 100 L of cell suspension (5×10 3 cells/well) was dispensed into a 96-well plate and pre-incubated overnight, then exposed to various concentrations of Sm III -EGCG for 24 h. Ten microliters of CCK-8 solution was added to each well. After incubation for 1 h, the absorbance at 450 nm was measured using microplate reader. Experiments were performed at least three times with representative data presented.
Section 4. Cell Apoptosis Detection
Cell apoptosis analysis was performed using Annexin V/PI apopotosis assay kit (TBST: 0.1% Tween 20, 100 mM NaCl and 10 mM Tris-HCl, (pH 7.6)) for 2 h at room temperature. After blocked with 5% milk in the TBST buffer for 1 h, membranes were subsequently probed with appropriate primary antibodies overnight at 4 °C. The membranes were then incubated with HRP-conjugated secondary antibodies and analyzed by using ChemiDoc™-XRS imaging system (Bio-Rad).
Quantifications of relative protein expression were carried out were performed with the Image Lab 3.0 software (Bio-Rad).
Section 6. Transwell Migration Assay
Transwell migration assay was performed to assess the effect of Sm III -EGCG on melanoma cell migration as previously described (24). Wounds were created by scratching the cells using a plastic pipette tip, and any loose cellular debris or detached cells were removed by PBS wash. The medium was replaced with fresh medium 24 h. The wound gap was observed and cells were photographed using phase-contrast microscopy. The gaps of the wounds were observed with phase contrast microscopy and digitally photographed. Each experiment was performed in triplicate.
Section 7. Experimental Melanoma Tumor Model
Male C57Bl/6J mice (4 weeks old) with body weights ranging from 18-20 g were purchased from Chengdu Dossy experimental animal Co. Ltd. (Chengdu, China). The animal room was controlled to maintain temperature (22 ± 2°C), light (12 h light/dark cycles) and humidity (50 ± 10%). After 1 week of acclimatization, the mice were depilated and implanted in the right flank region with the B16F10 cells (1.0 × 10 6 ).
Seven days following implantation, the mice with tumor sizes > 50 mm 3 were selected and randomly divided into three groups (n = 10 per group), termed the model, The tissue samples were processed into sections of 4 m thick sections and the slides were stained with hematoxylin and eosin (H&E) according to standard protocols.
Section 9. Statistical Analysis
Data were expressed as mean ± standard deviation (SD). Data were analyzed with one-way ANOVA using SPSS 16.0. Differences were considered statistically significant when P< 0.05. 
